Gamma Band Neural Synchronization Deficits for Auditory Steady State Responses in Bipolar Disorder Patients by Oda, Yuko et al.
 
Gamma Band Neural Synchronization Deficits for Auditory Steady
State Responses in Bipolar Disorder Patients
 
 
(Article begins on next page)
The Harvard community has made this article openly available.
Please share how this access benefits you. Your story matters.
Citation Oda, Yuko, Toshiaki Onitsuka, Rikako Tsuchimoto, Shogo
Hirano, Naoya Oribe, Takefumi Ueno, Yoji Hirano, Itta
Nakamura, Tomofumi Miura, and Shigenobu Kanba. 2012.
Gamma band neural synchronization deficits for auditory steady
state responses in bipolar disorder patients. PLoS ONE 7(7):
e39955.
Published Version doi:10.1371/journal.pone.0039955
Accessed February 19, 2015 10:47:50 AM EST
Citable Link http://nrs.harvard.edu/urn-3:HUL.InstRepos:10451763
Terms of Use This article was downloaded from Harvard University's DASH
repository, and is made available under the terms and conditions
applicable to Other Posted Material, as set forth at
http://nrs.harvard.edu/urn-3:HUL.InstRepos:dash.current.terms-of-
use#LAAGamma Band Neural Synchronization Deficits for
Auditory Steady State Responses in Bipolar Disorder
Patients
Yuko Oda
1, Toshiaki Onitsuka
1, Rikako Tsuchimoto
1, Shogo Hirano
1, Naoya Oribe
1,2, Takefumi Ueno
1,
Yoji Hirano
1,2, Itta Nakamura
1, Tomofumi Miura
1, Shigenobu Kanba
1*
1Department of Neuropsychiatry, Graduate School of Medical Sciences, Kyushu University, Fukuoka, Japan, 2Clinical Neuroscience Division, Laboratory of Neuroscience,
Department of Psychiatry, Boston VA Healthcare System, Brockton Division and Harvard Medical School, Brockton, Massachusetts, United States of America
Abstract
Periodic auditory click stimulation has been reported to elicit an auditory steady state response (ASSR). The ASSR has been
suggested to reflect the efficiency of c-amino butyric acid (GABA) inhibitory interneuronal activity. Although a potential role
for GABAergic dysfunction has been previously proposed, the role of neural synchronization in the ASSR in people with
bipolar disorder (BD) has received little attention. In the current study, we investigated ASSRs to 20 Hz, 30 Hz, 40 Hz and
80 Hz click trains in BD patients. A total of 14 (4 males) BD patients and 25 (10 males) healthy controls participated in this
study. ASSRs were obtained using whole-head 306-channel magnetoencephalography to calculate, ASSR power values and
phase locking factors (PLF). BD patients exhibited significantly reduced mean ASSR power and PLF values bilaterally at
frequencies of 30, 40, and 80 Hz (p,0.05 for these frequencies). At 20 Hz, bipolar patients showed no significant reduction
in mean ASSR power and PLF values. There was a significant negative correlation between 80 Hz-ASSR-power values
obtained from the right hemisphere and scores on the Hamilton Depression Rating Scale (rho=20.86, p=0.0003). The
current study showed reduced low and high gamma band ASSR power and PLF bilaterally with no significant beta band
ASSR reduction in BD patients. BD patients are characterized by deficits in gamma band oscillations, which may be
associated with GABA inhibitory interneuronal activity dysfunction.
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Introduction
Periodic auditory click stimulation elicits an auditory steady
state response (ASSR) that synchronizes to both the phase and
frequency of the click stimulus. Several magnetoencephalography
(MEG) studies have reported that source generators of ASSR are
restricted to the primary auditory cortex [1], [2]. Neural circuitry
functioning in the primary auditory cortex can be assessed using
MEG-ASSR. The ASSR can reveal information about neural
activity with respect to phase synchronization and response
magnitude. The ASSR exhibits resonant frequencies in response
to click trains at approximately 40 Hz and 80 Hz, although 40 Hz
click trains produce responses of a larger magnitude [3].
Responses between 14 and 30 Hz are categorized as beta band
activity, and rhythms .30 Hz are categorized as gamma band
activity [4]. In addition, gamma band activity is subdivided into
low (30–70 Hz) and high gamma band (.70 Hz) oscillations [5].
It has been suggested that the ASSR reflects the efficiency of c-
amino butyric acid (GABA) inhibitory interneuronal activity,
which control the timing of pyramidal neurons in layer II/III of
the cortex [6], [7]. Additionally, interactions between pyramidal
neurons and inhibitory neurons have been found to produce
emergent oscillations [8]. Emrich et al. proposed that GABAergic
dysfunction plays a role in bipolar disorder (BD), based on the
efficacy of valproate in the treatment of patients with this disorder
[9]. Moreover, a post-mortem study of BD patients reported
down-regulation in the expression of GABAergic genes (e.g.,
glutamic acid decarboxylase) [10]. Since ASSR is linked to GABA
activity, investigations of ASSR are important in understanding
BD.
In an MEG study of ASSR in BD, Maharajh et al. reported that
patients exhibited a reduced right 40-Hz ASSR [11]. An
electroencephalography (EEG) study by O’Donnell et al. reported
reduced 20-, 30-, 40-, and 50-Hz ASSR in BD patients [12]. In
addition, Rass et al. reported reduced ASSR power at 40 Hz and
reduced ASSR synchronization at 40 Hz- and 50 Hz- stimulation
in BD patients [13]. Studies of ASSR in schizophrenia (SZ) have
consistently reported reduced gamma band ASSR [14–18]. For
example, Light et al. reported that SZ patients exhibited
reductions in both the evoked power and phase synchronization
of ASSR to 30- and 40- Hz stimulation, but exhibited normal
responses to 20- Hz stimulation [16]. Uhlhaas et al. suggested that
PLoS ONE | www.plosone.org 1 July 2012 | Volume 7 | Issue 7 | e39955GABA is involved in the generation and synchronization of beta
and gamma oscillations [4]. One computational modeling study
(assuming that reduction of GABAergic interneurons increases the
variability of GABA time constants) showed reduced 40 Hz
responses and increased 20 Hz responses [19].
As discussed above, BD and SZ patients show similar patterns of
ASSR deficits. Moreover, a post-mortem study reported a
reduction in the numerical density of inhibitory interneurons in
both BD and SZ [20]. Taken together, these findings indicate that
neural circuitry dysfunction may exhibit similarities between these
disorders at least to some extent. Recently, high gamma band
oscillations have become a subject of increasing research interest
[21], [22]. However, to our knowledge, only two studies have
examined high gamma band ASSR (i.e., ASSR to 80 Hz click
trains) in SZ [17], [18], with no studies of high gamma band
ASSR in patients with BD. Overall, ASSR has received less
attention in BD than in SZ research.
The current study used MEG to examine beta (ASSR to 20 Hz
click trains), low (ASSR to 30 and 40 Hz click trains) and high
gamma ASSR in BD patients. The present study was designed to
test the hypothesis that BD patients exhibit reduced low and high
gamma ASSR and no significant beta ASSR reduction.
Results
Demographic Characteristics
There were no significant group differences in age, handedness,
self or parental SES or years of education (Table 1). There was no
significant correlation between the dose of neuroleptic medication
or lithium and ASSR power or PLF (20.48#rho#0.63,
0.06#p#0.97 for neuroleptics; 20.65#rho#0.35, 0.08#p#1.0
for lithium). ASSR variables did not correlate significantly with
valproate dosage, with the exception of significant negative
correlations between right hemisphere 40 Hz-ASSR and the
dosage (rho=20.75, p=0.02 for PLF; rho=20.66, p=0.05 for
power).
To exclude the effects of transient gamma band responses [9],
we also performed the analyses of the ASSR using a 200–500 ms
window. The statistically significant results reported below
remained the same. ASSR variables did not correlate significantly
with demographic data or clinical scale scores
(20.008#rho#0.54, 0.07#p#0.93) in either group, with the
exception of a significant negative correlation between right
hemisphere 80 Hz-ASSR-power and the Structured Interview
Guide for the Hamilton Depression Rating Scale (SIGH-D) scores
(rho=20.86, p=0.0003) in participants with BD.
Mean ASSR Power
Figure 1 shows group-averaged time-frequency maps of ASSR
power for each hemisphere. Values of mean6SD ASSR power
are shown in Table 2. A repeated measures analysis of variance
(ANOVA) demonstrated significant main effects of group (F
[1,37]=7.0, p=0.01), frequency (F [3,35]=34.7, p,0.0001), and
hemisphere (F [1,37]=10.9, p=0.002), and significant frequen-
cy-by-group (F [3,35]=3.4, p=0.03) and frequency-by-hemi-
sphere (F [3,35]=3.4, p=0.03) interactions, with no other
significant interactions (0.50#p#0.64). To delineate the signifi-
cant frequency-by-group interaction, group differences were
compared with t-tests using the average of both hemispheres
for each frequency. Participants with BD showed significantly
reduced ASSR power at 30-Hz (t [37]=3.1, p=0.004), 40-Hz (t
[37]=2.6, p=0.01), and 80-Hz (t [37]=2.2, p=0.03), while no
significant group differences were observed at 20-Hz (t
[37]=0.38, p=0.71).
For 40 Hz harmonic response to 20 Hz stimulation, a repeated
measures ANOVA demonstrated a significant main effect of
hemisphere (F[1,37]=4.91, p=0.033), a trend-level significant
group effect (F[1,37]=2.91, p=0.096), and no significant hemi-
sphere-by-group interaction (F[1,37]=1.69, p=0.20), indicating
trend-level reductions of 40 Hz harmonic powers to 20 Hz
stimulation in BD patients.
Mean ASSR PLF
Figure 2 shows group averaged time-frequency maps of
ASSR PLF for each hemisphere. The mean6SD of ASSR PLF
values are shown in Table 3. A repeated measures ANOVA
demonstrated significant main effects of group (F [1,37]=12.0,
p=0.001), frequency (F [3,35]=49.8, p,0.0001), and hemi-
sphere (F [1,37]=10.7, p=0.002), and significant frequency-by-
group (F [3,35]=4.3, p=0.02) and frequency-by-hemisphere (F
[3,35]=6.3, p=0.002) interactions, with no other significant
interactions (0.15#p#0.62). To delineate the significant fre-
quency-by-group interaction, group differences were compared
with t-tests, using the average of both hemispheres for each
frequency. Participants with BD exhibited significantly reduced
ASSR PLF at 30-Hz (t [37]=3.1, p,0.0001), 40-Hz (t
[37]=3.0, p=0.005), and 80-Hz (t [37]=2.3, p=0.03), while
no significant group differences were observed for 20-Hz (t
[37]=1.5, p=0.17).
For 40 Hz harmonic response to 20 Hz stimulation, a repeated
measures ANOVA demonstrated no significant main effects of
group (F[1,37]=2.33, p=0.14) or hemisphere (F[1,37]=3.36,
p=0.075) and no significant hemisphere-by-group interaction
(F[1,37]=1.21, p=0.28).
Table 1. Demographic and Clinical Characteristics of
Participants.
HC BD df t or x
2 p
Sex, M/F, No 10/15 4/10 1 0.51 0.50
Age (years) 37.6615.8 40.8613.0 37 20.68 0.50
Handedness 96.467.1 96.469.5 37 20.01 0.99
SES 2.360.7 2.661.1 37 20.85 0.40
Parental SES 2.861.0 3.161.1 37 20.65 0.52
Education (years) 14.562.1 13.662.3 37 1.2 0.22
Symptom onset
(years)
28.6613.8
Duration of illness
(years)
11.669.9
Medication dose
(CPZ equiv., mg)
3146201
YMRS 1.963.9
SIGH-D 8.665.0
Values are mean 6 SD unless otherwise noted. HC: healthy controls, BD:
patients with bipolar disorder,
SES=socioeconomic status, YMRS=Young Mania Rating Scale, SIGH-
D=Structured Interview Guide for the Hamilton Depression Rating Scale.
Patients with BD were administered the following medications : N=2 lithium &
valproate; N=1 lithium, quetiapine & zotepine; N=1 lithium & quetiapine; N=1
quetiapine, amoxapine & paroxetine; N=1 valproate, amoxapine, trazodone &
paroxetine; N=1 valproate & quetiapine, N=1 quetiapine & paroxetine; N=1
lithium, valproate, quetiapine & amitriptyline; N=1 valproate & trazodone; N=1
lithium, valproate, olanzapine & risperidone; N=1 valproate & quetiapine; N=1
lithium, valproate & quetiapine; N=1 lithium, quetiapine & levomepromazine.
doi:10.1371/journal.pone.0039955.t001
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Table 4 shows the group mean dipole moments for each group.
A repeated measures ANOVA demonstrated significant main
effects of group (F [1,37]=18.9, p=0.03), frequency (F
[3,35]=53.8, p,0.0001), and hemisphere (F [1,37]=8.8,
p=0.005), and significant frequency-by-group (F [3,35]=4.9,
p=0.003) interactions, with no other significant interactions
(0.32#p#0.64). To delineate the significant frequency-by-group
interaction, group differences were compared with t-tests using the
average of both hemispheres for each frequency. Participants with
BD showed significantly reduced dipole moments at 30-Hz (t
[37]=2.0, p=0.05), 40-Hz (t [37]=3.1, p=0.003), and 80-Hz (t
[37]=2.0, p=0.05), while no significant group differences were
observed for 20-Hz (t [37]= 20.66, p=0.51).
With respect to dipole locations, a multivariate ANOVA
(MANOVA) demonstrated no group effect and no interactions
related to group, indicating that there were no significant group
differences for dipole locations of the ASSR (see Table 5).
Discussion
The current study investigated the MEG-ASSR elicited by click
trains of 20, 30, 40 and 80 Hz, and symptom-ASSR associations
in patients with BD. The major findings in this study were: [1] BD
patients exhibited bilaterally reduced mean ASSR power and PLF
to 30-, 40- and 80- Hz stimulation, with no significant reduction to
20- Hz stimulation; [2] there was a significant negative correlation
between right hemisphere 80 Hz-ASSR-power values and SIGH-
D scores in patients with BD; [3] No significant group differences
were observed in the dipole locations of ASSR.
To our knowledge, this is the first study to demonstrate both
high and low gamma band ASSR deficits in patients with BD.
Previous EEG studies reported reduced 20-, 30-, 40-, and 50-Hz
Figure 1. Group averaged time-frequency maps of ASSR-power for each hemisphere. The color scales signify ASSR-power. HC, healthy
controls; BD, patients with bipolar disorder.
doi:10.1371/journal.pone.0039955.g001
Table 2. Mean ASSR-power.
HC (n=25)
(fT/cm)
BD (n=14)
(fT/cm) df tp
20 Hz Left 253.96162.1 220.06235.8 37 0.53 0.6
Right 285.46193.2 272.66252.0 37 0.18 0.86
30 Hz Left 264.46176.0 152.5680.1 37 2.2 0.03
Right 318.36187.0 166.86112.2 37 3.2 0.003
40 Hz Left 505.86299.7 292.16240.9 37 2.3 0.028
Right 625.16302.2 370.56275.3 37 2.6 0.013
80 Hz Left 76.6673.5 46.1635.7 37 1.7 0.09
Right 96.5684.8 48.9639.7 37 2.4 0.023
Data are given as mean 6 SD.
ASSR: auditory steady state response, HC: healthy controls,
BD: patients with bipolar disorder.
doi:10.1371/journal.pone.0039955.t002
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in people with psychotic BD [23]. Rass et al. reported reduced
ASSR power at 40 Hz and reduced ASSR synchronization to
40 Hz- and 50 Hz- stimulation in BD patients [13]. One MEG
study reported that patients exhibited reduced right ASSR to
40 Hz- stimulation [11]. The present results partially support these
previous findings. For the high gamma band, oscillations can be
useful markers of cortical activity during a variety of cognitive tasks
[21] and may reflect a fundamental aspect of temporal coding in
cortical networks [22]. Additionally, different functions between
beta and gamma oscillations have been suggested. Beta oscillations
are related to sensory gating, attention and perception, and
gamma oscillations are associated with memory and consciousness
Figure 2. Group averaged time-frequency maps of ASSR-PLF for each hemisphere. The color scales signify ASSR-PLF value. HC, healthy
controls; BD, patients with bipolar disorder.
doi:10.1371/journal.pone.0039955.g002
Table 3. Mean ASSR PLF.
HC (n=25) BD (n=14) df tp
20 Hz Left 0.03860.022 0.02760.026 37 1.3 0.2
Right 0.04360.026 0.03160.028 37 1.4 0.17
30 Hz Left 0.04460.031 0.02260.011 37 3.1 0.004
Right 0.05360.03 0.02360.012 37 4.3 ,0.001
40 Hz Left 0.09160.051 0.05260.038 37 2.5 0.018
Right 0.1160.046 0.06360.042 37 3.3 0.002
80 Hz Left 0.01360.011 0.00860.007 37 1.3 0.188
Right 0.01660.011 0.00760.006 37 2.6 0.013
Data are given as mean 6 SD.
ASSR: auditory steady state response, PLF: phase locking factor,
HC: healthy controls, BD: patients with bipolar disorder.
doi:10.1371/journal.pone.0039955.t003
Table 4. Dipole moments of the ASSR.
HC (n=25) BD (n=14) df tp
(nA/m) (nA/m)
20 Hz Left 3.561.2 3.861.6 37 20.55 0.59
Right 3.661.4 3.961.3 37 20.47 0.64
30 Hz Left 2.961.1 2.561.1 37 1.1 0.29
Right 3.961.4 2.960.9 37 2.4 0.02
40 Hz Left 3.762.2 2.261.0 37 2.3 0.03
Right 3.961.4 2.861.0 37 2.6 0.01
80 Hz Left 1.360.8 1.160.3 37 1.0 0.31
Right 1.660.9 1.260.4 37 1.5 0.14
Data are given as mean 6 SD.
HC: healthy controls, BD: patients with bipolar disorder.
doi:10.1371/journal.pone.0039955.t004
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investigate the relationship between ASSRs and neural oscillatory
activities during cognitive tasks in patients with BD, to clarify
ASSR-cognitive related oscillations.
It has been suggested that GABAergic dysfunction plays a role
in BD patients [9], [10]. The administration of mood stabilizers,
such as valproate, carbamazepine, lithium, and lamotrigine, has
been reported to increase GABA turnover in the mouse and rat
brain [24–27]. In addition, valproate has been shown to increase
plasma GABA levels in humans, suggesting that it enhances
GABA activity in the human brain [28–30]. Recent in vitro studies
have suggested that beta2 (20–30 Hz) oscillations are different
from gamma oscillations in terms of generation. For instance,
Cunningham et al. reported that the fast rhythmic bursting
neurons in layer II/III play a crucial role in the generation of
gamma oscillations [31]. GABAergic neurons have been reported
to play a crucial role in the primary generation of gamma
oscillations and their local synchronization [32]. In addition, direct
electronic coupling through gap junctions between inhibitory
neurons also contributes to the synchronization of gamma
oscillations [33]. Both low and high gamma band oscillations
can be generated by recurrent inhibition, but differ in their
relationship to the spiking activity of parvalbumin-containing
interneurons; in terms of their pharmacological modulation
profiles as well as their layer specificity [5]. Conversely, an in
vitro study by Roopun et al. reported that beta2 oscillations
occurred in layer V pyramidal cells [34]. Moreover, this study
indicated that beta2 oscillations are involved in gap junctional
coupling and are independent of chemical synaptic transmission.
The present study reported gamma band ASSR reduction and no
significant reduction of beta band ASSR in BD patients,
suggesting that BD might be characterized by hypofunction of
GABA interneurons related to the fast rhythmic bursting neurons
in layer II/III.
The present results revealed a significant negative correlation
between right hemisphere 80 Hz-ASSR-power values and SIGH-
D scores, indicating that BD patients with more severe depressive
symptoms exhibited more reduced 80 Hz-ASSR power in the
right hemisphere. However, this correlation should be confirmed
in a larger sample. Rass et al. recorded 20-, 30-, 40-, and 50-Hz
ASSRs in BD, and investigated associations between ASSRs and
clinical status, cognitive function, and pharmacological treatment
[13]. They reported that BD patients taking psychotropic
medication exhibited decreased PLF relative to BD patients who
had withdrawn from medication. In this study, mood state,
psychotic features, cognitive performance, smoking, or history of
substance use disorder were unrelated to ASSRs. Future studies
that incorporate an assessment of patients before and after
medication would be helpful in clarifying the associations between
clinical symptoms and ASSR deficits in people with BD.
Reite et al. investigated ASSR source locations in people with
BD. In normal control subjects the right hemisphere source was
superior to the left, but no such hemisphere asymmetry was
observed in BD patients [1]. However, the present results revealed
no significant group differences in the dipole locations of ASSR.
The heterogeneity of BD patients may account for this discrep-
ancy. For example, the BD patients in the present study had never
experienced psychotic symptoms and the sample was predomi-
nantly female, while Reite et al. examined 10 individuals with BD
who had a history of psychosis and seven with no history of
psychosis [1]. The ASSR of BD patients with a history of psychosis
requires further investigation.
Several potential limitations of the current study should be
considered. We were unable to exclude any treatment effects of
mood stabilizers, neuroleptics or antidepressants on ASSR
abnormalities in BD patients, and we found significant negative
correlations between right hemisphere 40 Hz-ASSR and valproate
dosage. Cross-sectional studies with more homogenous patient
groups (drug-free vs medicated), as well as studies that assess
participants before and after treatment with specific medications
(thus controlling for health status) are required in future.
Moreover, the effects of gender, and the ASSR of BD patients
with a history of psychosis require further investigation.
Overall, the current study showed that BD patients exhibit
reduced low and high gamma ASSR power and PLF bilaterally,
with no significant beta band ASSR reduction. BD is character-
ized by gamma band ASSR deficits, which may be associated with
dysfunctions of GABA inhibitory interneuronal activity.
Materials and Methods
Subjects
MEG data obtained from 14 (4 males, 10 females) individuals
with BD and 25 (10 males, 15 females) healthy controls (HC) were
analyzed in the present study. The data from 22 of the 25 HC
participants were analyzed in our previous study [18]. The data
Table 5. Dipole locations of the ASSR.
Left (mm) Right (mm)
xyz x y z
20 Hz HC (n=25) 245.664.9 6.6612.7 61.669.0 49.167.3 9.569.5 61.4612.8
BD (n=14) 247.366.8 0.16617.4 58.067.4 49.565.5 5.1613.8 57.268.9
30 Hz HC 245.664.3 3.9611.4 63.0610.7 48.265.9 8.769.5 60.169.6
BD 245.865.1 3.0616.4 60.968.0 47.567.8 5.7614.7 59.468.0
40 Hz HC 247.065.2 4.3613.0 60.9610.9 50.6611.8 9.3610.5 58.3614.3
BD 249.367.7 2.2616.0 52.4616.2 51.266.9 2.7615.4 56.867.3
80 Hz HC 248.366.5 3.0614.2 51.9615.8 51.967.1 5.6616.2 54.4612.3
BD 246.765.4 20.33617.2 49.7617.6 50.766.1 5.8611.9 44.1620.3
Data are given as mean 6 SD. HC: healthy controls, BD: patients with bipolar disorder.
The zero point was the mid-point of the line connecting the bilateral preauricular points. The x-axis was the line from the left to the right with positive values toward the
right, the y-axis was the postero-anterior line with positive values presented anteriorly, and the z-axis was the ventro-dorsal line with positive values located dorsally.
doi:10.1371/journal.pone.0039955.t005
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analyzed for the present study. MEG recording was conducted
between September 2007 and December 2009 for the HC group,
and from July 2007 to May 2010 for the BD patients. We used the
same recording equipment for both groups. All participants had
normal hearing, were aged 20–60 years and were right-handed
[assessed via Edinburgh Inventory [35]]. After being given a
complete description of the study, all participants gave written
informed consent in accord with the regulations of the Ethics
Committee of the Graduate School of Medical Sciences, Kyushu
University. Two senior clinical psychiatrists confirmed that all
subjects had the ability to consent to participate in the
examination. The exclusion criteria were: 1) neurological illness
or major head trauma that would result in abnormal electroen-
cephalography; 2) electroconvulsive therapy; 3) alcohol or drug
dependence; 4) alcohol or drug abuse within the past five years; or
5) a verbal intelligence quotient below 75. HCs were screened
using the Structured Clinical Interview (SCID), non-patient
edition. No HCs exhibited any Axis-I psychiatric disorders, nor
did their first-degree relatives.
All patients were recruited from Kyushu University Hospital
and were diagnosed based on the SCID-DSM IV and medical
records. No BD patients exhibited psychotic episodes. The patients
were assessed using the Young Mania Rating Scale (YMRS) [36]
and SIGH-D [37]. Demographic data for all subjects are
presented in Table 1. Based on the criteria for depression [38]
and euthymia [39], seven patients showed mild depression and
seven were euthymic. Eight patients were receiving neuroleptic
medication [typical neuroleptics (1/8 patients), atypical (7/8)],
with a mean daily dose equivalent to 3146201 mg of chlorprom-
azine [40]. Regarding mood stabilizers, lithium was administered
with a mean daily dose of 7506141 mg in eight BD patients, and
valproate was administered with a mean daily dose of
8446445 mg in nine BD patients. The footnote in Table 1 lists
the patients’ medication.
Stimuli
The stimuli consisted of 1-msec clicking sounds, presented
binaurally as trains of clicks for each stimulus frequency (20, 30, 40
and 80 Hz). The duration of each click train was 500 msec, and
the intensity of the click trains was 80 dB sound pressure level. The
inter-train interval was 500 msec. The mean number of presented
click trains in one block was 313.96105.7 for HC and 306.4660.4
for BD, and there was no significant group difference (t[37]=0.24,
p=0.81). The order of blocks was randomized across subjects.
Data Acquisition and Processing
The MEG signals were acquired using a whole-head, 306-
channel sensor array (Vectorview; ELEKTA Neuromag, Helsinki,
Finland). In this study, we analyzed MEG data recorded from 22-
channel, planar-type gradiometers located at the sensor exhibiting
the strongest response. This procedure was conducted for each
hemisphere (Figure 3) based on our previous methods [18]. Prior
to recording, four head position indicator (HPI) coils were
attached to the scalp, and a three-dimensional (3D) digitizer was
used to measure the anatomical landmarks of the head with
respect to the HPI coils. The precise location of the head with
respect to the sensor array was determined using the HPI coils. A
band pass filter for recording was set to 0.01–330 Hz, and the
sampling rate was 1 kHz. The subjects were instructed to keep
their eyes open, remain attentive and listen to the trains of clicks
presented through earphones. A spatio-temporal signal space
separation (tSSS) method was applied off-line to the recorded raw
data [41]. tSSS-reconstructed raw data with signal variations
exceeding 4000 fT were excluded, and 200 responses were
averaged for each type of stimulus as a result. The data were
Figure 3. Layout of the measured channels. The MEG signals were acquired using a whole-head, 306-channel sensor array comprised of 102
identical triple-sensor elements. Each sensor consisted of two orthogonal planar-type gradiometers and one magnetometer. We used 11 sensors (a
22-channel orthogonal gradiometer) around the location that elicited the strongest response in each hemisphere. Circled squares indicate the
sensors used for analysis.
doi:10.1371/journal.pone.0039955.g003
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included the duration 400 ms before and 900 ms after stimulus
onset.
Frequency Analysis
We used an estimation of the time-frequency energy based on
the wavelet transform of the signal. The signal was convoluted by
complex Morlet wavelets v t,f0 ðÞ having a Gaussian shape with
the wavelet being centered at the center frequency f0 and time
t : v t,f0 ðÞ ~A:exp {t2=s2   
exp 2ipf0t ðÞ , where 2pf0s~7 in 1-
Hz steps. Wavelets were normalized so that their total energy was
1, with the normalization factor
A equal to
ﬃﬃﬃﬃﬃﬃ
2p
p
s
   {1
. We defined
the squared modulus of the result of the convolution of a complex
wavelet v t,f0Þ ð with the averaged responses st ðÞ : power
t,f0Þ ð ~Dv t,f0Þ ð 6st ðÞ D
2 as the ASSR-power, where the symbol
6 indicates convolution. The square-root transform was applied
to the ASSR-power for normalization. We also calculated the
ASSR-phase-locking factor (PLF) using the following formula: PLF
t,f0Þ ð =
D
X
i
v t,fÞ ð 6st ðÞ
Dv t,fÞ ð 6st ðÞ D
D
N . The PLF ranges from 0 (purely non-
phase-locked activity) to 1 (strictly phase-locked activity). In
calculating the power and PLF, we applied a baseline correction
(from 2200 to 2100 msec). The mean power and PLF from 0–
500 msec for each stimulus were averaged across 10-Hz bands.
Dipole Moments and Source Localization
The averaged responses were digitally filtered using a Butter-
worth filter (band pass; 15–25 Hz for the 20 Hz stimulation, 25–
35 Hz for 30 Hz, 35–45 Hz for 40 Hz, and 75–85 Hz for 80 Hz).
A single moving equivalent current dipole source model was
applied, and dipole fits in each hemisphere were calculated by a
least-squares fit. Single source dipole localization was performed
for each time-point for 0–500 msec after stimulus onset. Only
dipoles with goodness-of-fit criteria (.0.9) were chosen. The
dipole locations were expressed by x, y, and z-coordinates.
Statistical Analysis
The mean ASSR powers and PLF were analyzed using a
repeated measures ANOVA with group (BD or HC) as a between-
subjects factor, and frequency (20, 30, 40 or 80 Hz) and
hemisphere (left or right) as within-subjects factors. When
significant interactions involving the group factor were identified,
post-hoc analyses were conducted using t-tests. Additionally, 40 Hz
harmonic ASSR powers and PLF to 20 Hz stimulation were
analyzed using a repeated measures ANOVA with group as a
between-subjects factor, and hemisphere as a within-subjects
factor. For dipole locations, MANOVA was performed with group
as a between-subjects factor, and frequency, hemisphere and axis
(x, y or z) as within-subjects factors. Degrees of freedom were
adjusted with the Huynh-Feldt epsilon for factors with more than
two levels. Spearman’s rho was used for correlation analyses. All
results were considered significant at p#0.05.
Acknowledgments
The authors gratefully acknowledge the research assistance of Yuko
Somehara, Naotoshi Ohara, M.D., and Satomi Katsuki, M.D.
Author Contributions
Conceived and designed the experiments: TO RT SK. Performed the
experiments: YO NO IN. Analyzed the data: YO RT SH YH.
Contributed reagents/materials/analysis tools: TU TM. Wrote the paper:
YO TO SK.
References
1. Reite M, Teale P, Rojas DC, Reite E, Asherin R, et al. (2009) MEG auditory
evoked fields suggest altered structural/functional asymmetry in primary but not
secondary auditory cortex in bipolar disorder. Bipolar Disord 11:371–381.
2. Gutschalk A, Mase R, Roth R, Rupp A, Hahnel S, et al. (1999) Deconvolution
of 40 Hz steady-state fields reveals two overlapping source activities of the
human auditory cortex. Clin Neurophysiol 110:856–868.
3. Picton TW, John MS, Dimitrijevic A, Purcell D (2003) Human auditory steady-
state responses. Int J Audiol 42: 177–219.
4. Uhlhaas PJ, Haeschel C, Nikolic D, Singer W (2008) The role of oscillations and
synchrony in cortical networks and their putative relevance for the pathophys-
iology of schizophrenia. Schizophrenia Bull 34: 927–943.
5. Oke OO, Magony A, Anver H, Ward PD, Jiruska P, et al. (2010) High-
frequency gamma oscillations coexist with low-frequency gamma oscillations in
the rat visual cortex. Eur J Neurosci 31: 1435–1445.
6. Gonzalez-Burgos G, Lewis DA (2008) GABA neurons and the mechanisms of
network oscillations: implications for understanding cortical dysfunction in
schizophrenia. Schizophr Bull 34: 944–961.
7. Brenner CA, Krishnan GP, Vohs JL, Ahn WY, Hetrick WP, et al. (2009) Steady
state responses: electrophysiological assessment of sensory function in schizo-
phrenia. Schizophr Bull 35: 1065–1077.
8. Sohal VS (2012) Insights into cortical oscillations arising from optogenetic
studies. Biol Psychiatry 71: 1039–1045.
9. Emrich HM, von Zerssen D, Kissling W, Moller HJ, Windorfer A (1980) Effect
of sodium valproate on mania. The GABA-hypothesis of affective disorders.
Arch Psychiatr Nervenkr 229: 1–16.
10. Konradi C, Zimmerman EI, Yang CK, Lohmann KM, Gresch P, et al. (2011)
Hippocampal interneurons in bipolar disorder. Arch Gen Psychiatry 68: 340–
350.
11. Maharajh K, Abrams DC, Rojas P (2007) Auditory steady state and transient
gamma band activity in bipolar disorder. International Congress Series 1300:
707–710.
12. O’Donnell BF, Hetrick WP, Vohs JL, Krishnan GP, Carrol CA, et al. (2004)
Neural synchronization deficits to auditory stimulation in bipolar disorder.
Neuroreport 15: 1369–1372.
13. Rass O, Krishnan G, Brenner CA, Hetrick WP (2010) Auditory steady state
response in bipolar disorder: relation to clinical state, cognitive performance,
medication status, and substance disorders. Bipolar Disord 12: 793–803.
14. Kwon JS, O’Donnell BF, Wallenstein GV, Greene RW, Hirayasu Y, et al.
(1999) Gamma frequency-range abnormalities to auditory stimulation in
schizophrenia. Arch Gen Psychiatry 56: 1001–1005.
15. Spencer KM, Niznikiewicz MA, Nestor PG, Shenton ME, McCarley RW (2009)
Left auditory cortex gamma synchronization and auditory hallucination
symptoms in schizophrenia. BMC Neurosci 10: 85.
16. Light GA, Hsu JL, Hsieh MH, Meyer-Gomes K, Sprock J, et al. (2006) Gamma
band oscillations reveal neural network cortical coherence dysfunction in
schizophrenia patients. Biol Psychiatry 60: 1231–1240.
17. Hamm JP, Gilmore CS, Picchetti NA, Sponheim SR, Clementz BA (2011)
Abnormalities of neuronal oscillations and temporal integration to low- and
high-frequency auditory stimulation in schizophrenia. Biol Psychiatry 69: 989–
996.
18. Tsuchimoto R, Kanba S, Hirano S, Oribe N, Ueno T, et al. (2011) Reduced
high and low frequency gamma synchronization in patients with chronic
schizophrenia. Schizophr Res 133: 99–105.
19. Vierling-Claassen D, Siekmeier P, Stufflebeam S, Kopell N (2008) Modeling
GABA alterations in Schizophrenia: a link between impaired inhibition and
altered gamma and beta range auditory entrainment. J Neurophysiol 99: 2656–
2671.
20. Wang AY, Lohmann KM, Yang CK, Zimmerman EI, Pantazopoulos H, et.al.
(2011) Bipolar disorder type 1 and schizophrenia are accompanied by decreased
density of parvalbumin and somatostatin-positive interneurons in the para-
hippocampal region. Acta Neuropathol 122: 615–626.
21. Kaiser J, Bu ¨hler M, Lutzenberger W (2004) Magnetoencephalographic gamma-
band responses to illusory triangles in humans. NeuroImage 23: 551–560.
22. Uhlhaas PJ, Pipa G, Neuenschwander S, Wibral M, Singer W (2011) A new look
at gamma? High- (.60 Hz) c-band activity in cortical networks: Function,
mechanisms and impairment. Prog Biophys Mol Biol 105: 14–28.
23. Spencer KM, Salisbury DF, Shenton ME, McCarley RW (2008) Gamma-band
auditory steady-state responses are impaired in first episode psychosis. Biol
Psychiatry 64: 369–375.
24. Bernasconi R (1982) The GABA hypothesis of affective illness: influence of
clinically 25. effective antimanic drugs on GABA turnover. In: Emrich HD,
Aldenhoff HD, Lux HD 26. (eds). Excerpta Medica. Amsterdam, 183–191.
25. Loscher W (1989) Valproate enhances GABA turnover in the substantia nigra.
Brain Res 501: 198–203.
Neural Synchronization in Bipolar Disorders
PLoS ONE | www.plosone.org 7 July 2012 | Volume 7 | Issue 7 | e3995526. Cunningham MO, Jones RS (2000) The anticonvulsant, lamotrigine decreases
spontaneous glutamate release but increases spontaneous GABA release in the
rat entorhinal cortex in vitro. Neuropharmacology 39: 2139–2146.
27. Hassel B, Tauboll E, Gjerstad L (2001) Chronic lamotrigine treatment increases
rat 30. hippocampal GABA shunt activity and elevates cerebral taurine levels.
Epilepsy Res 43: 153–163.
28. Loscher W, Schmidt D (1980) Increase of human plasma GABA by sodium
valproate. Epilepsia 21: 611–615.
29. Loscher W, Schmidt D (1981) Plasma GABA levels in neurological patients
under treatment with valproic acid. Life Sci 28: 283–288.
30. Shiah IS, Yatham LN, Baker GB (2000) Divalproex sodium increases plasma
GABA levels in healthy volunteers. Int Clin Psychopharmacol 15: 221–225.
31. Cunningham MO, Halliday DM, Davies CH, Traub RD, Buhl EH, et al. (2004)
Coexistence of gamma and high-frequency oscillations in rat medial entorhinal
cortex in vitro. J Physiol 559: 347–353.
32. Traub RD, Bibbig A, LeBeau FE, Buhl EH, Whittington MA (2004) Cellular
mechanisms of neuronal population oscillation in the hippocampus in vitro. Annu
Rev Neurosci 27: 247–278.
33. Traub RD, Kopell N, Bibbig A, Buhl EH, LeBeau FE, et al. (2001) Gap junction
between interneuron dendrites can enhance synchrony of gamma oscillations in
distributed networks. J Neurosci 21: 9478–9486.
34. Roopun AK, Middleton SJ, Cunningham MO, LeBeau FE, Bibbig A, et al.
(2006) A beta2-frequency (20–30 Hz) oscillation in non synaptic networks of
somatosensory cortex. Proc Natl Acad USA 103: 15646–15650.
35. Oldfield RC (1971) The assessment and analysis of handedness: the Edinburgh
inventory. Neuropsychologia 9: 97–113.
36. Young RC, Biggs JT, Ziegler VE, Meyer DA (1978) A rating scale for mania:
reliability, validity and sensitivity. Br J Psychiatry 133: 429–435.
37. Williams JB (1988) A structured interview guide for the Hamilton Depression
Rating Scale. Arch Gen Psychiatry 45: 742–747.
38. Furukawa TA, Akechi T, Azuma H, Okuyama T, Higuchi T (2007) Evidence-
based guidelines for interpretation of the Hamilton Rating Scale for Depression.
J Clin Psychopharmacol 27: 531–534.
39. Clark L, Kempton MJ, Scarna A, Grasby PM, Goodwin GM (2005) Sustained
attention-deficit confirmed in euthymic bipolar disorder but not in first-degree
relatives of bipolar patients or euthymic unipolar depression. Biol Psychiatry 57:
183–187.
40. Woods SW (2003) Chlorpromazine equivalent doses for the newer atypical
antipsychotics. J Clin Psychiatry 64: 663–667.
41. Taulu S, Simola J (2006) Spatiotemporal signal space separation method for
rejecting nearby interference in MEG measurements. Phys Med Biol 51: 1759–
1768.
Neural Synchronization in Bipolar Disorders
PLoS ONE | www.plosone.org 8 July 2012 | Volume 7 | Issue 7 | e39955